Objective Maternal exposure to dioxins [polychlorinated dibenzo-p-dioxins (PCDDs) and dibenzofurans (DFs)] during pregnancy is known to affect infant growth and neurodevelopment in humans and animals. The aim of this study was to investigate the relationship between newborn size and the concentration of dioxin isomers in breast milk and to subsequently evaluate the potential toxicity of each dioxin isomer among mothers living in sea coast areas who are at a high risk of contamination due to a high consumption of fish. Methods A total of 75 milk samples were obtained within 1 month of delivery from Japanese mothers living in the coastal areas of the Japan Sea. The relationships between the levels of seven dioxins and ten furan isomers in maternal breast milk, measured by high-resolution-gas chromatography/mass spectrometry, and the birth size of newborns, which is related to fetal growth, were investigated after adjustment for confounding factors. Results The concentrations of 1,2,3,6,7,8-HxCDD (hexachlorodibenzo-p-dioxin), 2,3,4,7,8-PeCDF (pentachlorodibenzofuran), 2,3,4,6,7,8-HxCDF, and three dioxin toxic equivalent (TEQ) levels (PCDDs-TEQ, PCDFs-TEQ, and total-TEQ) in maternal breast milk were inversely correlated to newborn length even after adjustment for gestational weeks, infant sex, and maternal age and height. These isomers were abundant among the 17 isomers tested and reflected the TEQ levels. Only 2, 3, 7, 3, 7, , the most toxic isomer, was negatively correlated with newborn head circumference, even after adjustment for gestational weeks, infant birth weight, and other confounding factors. Conclusions Based on our results, fetal growth may be influenced by maternal total exposure to dioxins, but only exposure to 2,3,7,8-TCDD would appear to possibly affect fetal head size during pregnancy.
The effects of environmental exposure to PCDDs/DFs on subsequent generations of the general population have been a focus of public concern since these substances have been suggested to be environmental endocrine disruptors.
Based on studies of pregnant women who were accidentally exposed to high levels of polychlorinated biphenyls (PCBs) and PCDDs/DFs, it has been suggested that maternal exposure to dioxins can affect fetal growth and infant development. A well-known example of accidental exposure is the incident at Seveso, Italy in 1976 [1] , and evidence for an alteration in the infant sex ratio in the offspring of the residents of Seveso with high serum 2,3,7,8-tetrachlorodibenzo-p-dioxin (2,3,7,8-TCDD) levels (range 104-2340 pg/g-lipid) was reported in a 10-year follow-up survey from 1976 to 1985 [2, 3] . Other occurrences include exposure of Vietnamese populations to the herbicide and defoliant Agent Orange, which contains high levels of dioxins, between 1962 and 1971 as a result of spraying for military purposes. An increase in the incidence of birth defects in the offspring of Vietnamese and U.S. veterans assigned to the defoliated areas has been recorded [4] . In Japan and Taiwan, ''Oil disease'' (Japanese, ''Yusho'', Taiwanese, ''Yu-Cheng'') occurred when cooking oil contaminated with very high levels of PCBs and PCDDs/DFs was accidently consumed. Yu-Cheng children born to exposed mothers had low birth weights [5] and delayed cognitive development [6] .
In a Dutch population-based study, residents with low or background exposure to dioxins, showed lower infant birth weights [7] . In this study, dioxins in the breast milk were quantified as the dioxin toxic equivalent (TEQ), which was then multiplied by the duration in weeks of breast feeding to obtain an index of postnatal exposure. However, fat in breast milk is mainly derived from mobilized adipose or hepatic lipids [8] , and dietary measures did not influence the dioxin levels in breast milk [9] , suggesting that dioxins in breast milk indicate the dioxin level in the mother's fat stores before and during pregnancy. In addition, it is easier to analyze all 17 PCDD/DF isomers in breast milk samples and compare these with the levels found in serum samples because of the much higher fat content in breast milk.
It is believed that seafood is a major source of exposure to dioxins in Japan. Traditional eating habits based on the consumption of rice and fish products are deeply rooted among the residents of the Japan Sea coastal areas where a high fish intake can lead to exposure to dioxins. Accordingly, we examined the relationship between newborn birth size, which is related to fetal growth, and dioxin isomer levels in maternal breast milk as an indicator of maternal PCDD/DF exposure. Our aim was to evaluate the health effects of each dioxin isomer among Japanese residents living in sea coast areas at a risk of dioxin exposure.
Subjects and methods

Subjects and data collection
The study area was Hokuriku District, which is located in a coastal area of the Japan Sea. Residents of this area predominantly consume the traditional Japanese diet based on rice and seafood. We recruited Japanese mother-infant pairs, who stayed in the hospital after delivery and cooperated in donating their milk samples and providing clinical information before and during delivery. The mothers was asked to complete a self-administered questionnaire on parity, clinical history of pregnancy, height, weight before pregnancy and weight before delivery, smoking habit, alcohol consumption, dietary habits, and occupational history, and the information was confirmed by maternity nurses. No differing characteristics related to socioeconomic status, nutrition, and health management were observed among the mothers. Table 1 shows some of the clinical and population characteristics provided by the questionnaire. Of the 75 women who participated in the study, 72% were homemakers, and only two women smoked during pregnancy. The gestational age and body build of all the infants at birth are also shown in Table 1 . Three pre-term (\37 gestational weeks) babies and seven low birth weight (\2500 g) babies were included in this study. Breast milk samples were collected into polypropylene tubes from the mothers in the first month after delivery and stored at -20°C until analysis.
Informed consent for this study was obtained from the subjects in the appropriate manner, and the study was approved by the institutional ethics board for epidemiological studies at Kanazawa Medical University.
Analysis of PCDDs/DFs in milk samples
Fat in breast milk was extracted from 10 ml of each sample, and the fat content was determined by the method reported by Patterson et al. [10] . After 2,3,7,8-substituted 13 C-labeled PCDDs/DFs as internal standards were added to the fat extract, a series of purification operations consisting of alkali digestion and chromatography on a multilayered column of silica gel and on a single-layered column of activated carbon dispersed on silica gel was carried out to separate and collect the PCDDs/DFs [11] . The final extract was concentrated by evaporation to 20 ll. Quantification was performed by a gas chromatograph equipped with a high-resolution mass spectrometer (HR-GC/MS; MStation-JMS700, JEOL), operating in the selected ion monitoring (SIM) mode. The gas chromatograph (HP-6980; Hewlett-Packard, Palo Alto, CA) was equipped with an ENV-5MS column. The detection limit of \0.02 pg/g on a lipid basis was achieved at a signal-noise (S/N) ratio of 3. In addition to the respective concentrations of the 17 isomers, TEQs of PCDDs, PCDFs, and total dioxins were calculated for each sample, with reference to the international Toxicity Equivalent Factor (TEF) of the World Health Organization (WHO-TEF 1998) [12] . All concentrations of each isomer and TEQs were determined in a lipid base.
Statistical analysis
Data were statistically analyzed using the SPSS (ver. 11.0) software package for Windows (SPSS, Chicago, IL). Logarithmetric transformation of the measured values of PCDDs/DFs was performed to improve normality. We analyzed the measurements of all breast milk samples regardless of collection period because there was no significant difference in the PCDDs/DFs levels between the samples collected within 1 month of delivery and those collected on postpartum days 5-8. A value equal to half of the detection limit was used for subjects with a level under the detection limit. Spearman's correlations were performed to determine the association between newborn build and PCDD/DF levels in breast milk, and that between the newborn and mother's variables. Multiple linear regression analysis was used to estimate associations between newborn build and PCDDs/DFs in maternal breast milk after adjustment for confounding factors. A significance level of P \ 0.05 was used for all statistical tests. Table 2 shows the levels of seven PCDD isomers and ten PCDF isomers in breast milk. In particular, high levels of PCDD isomers OCDD (1,2,3,4,6,7,8,9-octachlorodibenzop-dioxin) and 1,2,3,6,7,8-HxCDD (hexachlorodibenzop-dioxin) were detected, at concentrations of 57.16 and 13.67 pg/g-lipid, respectively, followed by 1,2,3,4,6,7, Relationships between newborn build and dioxin isomers in maternal breast milk
Results
Levels of PCDDs/DFs in breast milk
To clarify the effects of these dioxin isomers on infant growth, we examined the relationship between newborn size at birth and dioxin isomers in maternal breast milk as an indicator of maternal exposure. Table 3 shows simple -HpCDF (r = -0.278, P \ 0.01). In addition, a statistically significant negative correlation was observed between newborn length and three TEQ levels: PCDDs-TEQ (r = -0.227, P \ 0.05), PCDFs-TEQ (r = -0.276, P \ 0.05), and total-TEQ (r = -0.255, P \ 0.05). However, a significant positive correlation was observed between newborn length and 1,2,3,7,8,9-HxCDF (r = 0.238, P \ 0.05) in maternal breast milk. Head circumference showed a significant inverse correlation only with 2,3,7,8-TCDD (r = -0.300, P \ 0.01).
No significant correlation was observed between any dioxin isomers and weight or chest circumference of newborns at birth.
The relationships between dioxin isomers or TEQ levels in maternal breast milk and newborn length at birth after controlling for maternal age, maternal height, infant gender and gestational age (weeks) were then investigated by multiple linear regression analysis, since maternal age was inversely correlated with newborn length (r = -0.271, P \ 0.05) and gestational week (r = -0.282, P \ 0.05) among these mother-infant pairs, and infant build is known to be related to maternal build. Smoking habit was not selected to be an explanatory factor because of the small number of smokers and the lack of difference in infant build between smokers, including ex-smokers and nonsmokers. Parity was also not included in the confounding factors because there were no significant differences in infant build and dioxin levels in breast milk between primiparas and multiparas. Dioxin level has been reported to be affected by parity in Japanese mothers, with significant decreased dioxin level of multiparas who delivered more than three babies, as compared with primiparas [13] . However, almost all multiparas were secundiparas in our study. Moreover, parity is also related to maternal age, which was known to influence dioxin levels in Japanese women [14] , and was included as one of explanatory factors of the multiple regression model in this study.
As shown in Table 4 (Table 3) , showed a significant inverse correlation to newborn length after controlling for confounding factors.
To analyze the relationships between newborn head circumference and PCDD/DF isomers in maternal breast milk, we added birth weight to the confounding variables in order to adjust for body size in multiple linear regression analyses. 2,3,7,8-TCDD was inversely related to infant head circumference at birth even after adjustment for confounding factors (Table 5 ).
Discussion
We found that five PCDD/DF isomers were inversely correlated with newborn length at birth after adjustment for confounding factors among Japanese mother-infant pairs living in an area where residents eat a traditional Japanese diet that includes plenty of seafood. The finding that the TEQ levels of these isomers correlated with newborn length can be contributed to the increase in the total TEQ levels of PCDDs, PCDFs, and all PCDDs/DFs. In particular, 1,2,3,7,8-PCDD (4.19 pg/g-lipid TEQ), 1,2,3,6,7, 8-HxCDD (1.37 pg/g-lipid TEQ), and 2,3,4,7,8-PCDF (4.07 pg/g-lipid TEQ) accounted for 83% of all PCDDs/ DFs-TEQ (11.75 pg/g-lipid TEQ). These data suggest that newborn length was not affected by a specific dioxin isomer-rather it was affected by the total toxicity of dioxins. In contrast, 2,3,7,8-TCDD, which had a TEQ of 5.3% of PCDDs/DFs-TEQ, was the only isomer significantly correlated with newborn head circumference, which we used as an index for estimating the brain weight of newborns [15] . This results suggests that the toxicity of 2,3,7, 8-TCDD may be specific to the development of the central nervous system. However, the length and head circumference of almost all newborns tested were within the normal range: only one girl was under the 3 percentile of Japanese neonatal length, and one boy showed a smaller head circumference than the 3rd percentile of Japanese neonatal head circumference, based on the national infant growth survey of 2000 [16] . Moreover, newborns in this study had no observable clinical findings at birth, such as congenital anomalies. We are following this newborn cohort for possible future adverse effects on neurodevelopment.
Although previous epidemiological studies have reported associations between decreased birth weight and lowdose exposure to PCDDs/DFs during pregnancy [7] , we did not find any association of PCDD/DF isomers with newborn weight. In addition to the birth weight, newborn length at birth is a powerful parameter of fetal growth. It has become evident recently that short length at birth may lead to stunting during childhood, which increases the risk of poor school performance and poor physical activity [17] . Therefore, our results of an association between newborn length at birth and total TEQ of dioxins suggest that maternal exposure to dioxins affects fetal linear growth and possibly development during infancy and childhood. Nakajima et al. [18] reported that the total PCDD level in maternal plasma during pregnancy was associated with a decreased mental development score in 6-month-old infants in a Japanese cohort, suggesting that total dioxin levels may influence infant development after birth. Moreover, birth length is also known to be a predictive indicator of adult height [19] , and short height in adulthood can be a risk factor for death from cardiovascular and other diseases [20] . Therefore, the effect of dioxins on newborn length may lead to poor health not only in childhood but also in adulthood, indicating that the maternal environment should be improved to decrease dioxin exposure during pregnancy.
The dioxin congener pattern in the breast milk of our subjects was similar to that reported in residents of urban cities, such as Saitama [21] , Tokyo [22] , and Osaka [23] , who were mainly contaminated by consuming contaminated food, indicating that food was an important source of dioxin contamination in these subjects. In particular, the first to second trimester of pregnancy may be a sensitive period for dioxin exposure because newborn length at birth is associated with maternal weight gain, which is in turn related to maternal nutritional status during these trimesters [17] . It is believed that seafood is a major source of exposure to dioxins, and populations with a high intake of fish, especially fish with a high fat content, and living on the coast or in bays are at high risk of contamination. The answers to a food frequency questionnaire we carried out in an earlier study revealed an association between mothers with a higher estimated fish intake and higher 2,3,7,8-TCDD levels in their breast milk [24] . The data of that survey also suggested that a large intake of vegetables and fruits resulted in an increased exposure to dioxin, as the PCDFs-TEQ in breast milk was higher in mothers who ate fruit every day, and the levels of 1,2,3,6,7,8-HxCDD and 2,3,4,7,8-PCDF in breast milk were higher in mothers who had large servings of yellow-green vegetables [24] . Thus, not only consumers of fat-rich animal food but also those of agriculture products might be at risk of exposure to/ intake of dioxins from the general environment; in particular, Japanese rural areas, such as the area covered in our study, have a greater chance of being exposed to agricultural chemicals. Head circumference at birth is another parameter of fetal growth, but can be changed independently of weight and height. Continued smoking at a relatively high level throughout pregnancy [25] and poor nutritional status, such as -3 polyunsaturated fatty acid and zinc deficiency during pregnancy [26, 27] , have been reported to induce a disproportionate decrease in newborn head circumference at birth. Fein et al. [28] investigated the effects of maternal exposure to heavy PCBs exposure on fetal growth due to the consumption of contaminated fish in Lake Michigan, USA, and found disproportionately smaller head circumference in relation to birth weight in infants whose mothers had 15 pg/g-lipid or more PCBs in their serum, as compared with the infants of mothers with PCBs \15 pg/glipid. However, head circumference has not been used as an index of fetal growth in previous studies of infants exposed to PCDDs/PCDFs [7, 29] , with the exception of a previous study carried out by our group which reported that the concentration of 2,3,7,8-TCDD negatively correlates with newborn head circumference without any associations between 2,3,7,8-TCDD and other parameters of infant build [30] . The present study confirmed this result in a large number of the subjects.
2,3,7,8-Tetrachlorodibenzo-p-dioxin is the most toxic isomer of the dioxins, and several animal studies have demonstrated that maternal exposure to 2,3,7,8-TCDD affects neurodevelopment and induces neuro-behavioral alterations in offspring rats, such as working memory in a radial arm maze [31] , operant responding in running wheels or two-lever chamber [32] , and discriminationreversal learning [33] . We have also reported that maternal exposure to 2,3,7,8-TCDD during pregnancy significantly delays fetal brain growth and affects the active avoidance behavior of rat offspring during the growth period [34] . In particular, we found a developmental delay in the forebrain, which suggests that 2,3,7,8-TCDD affects the limbic system, which in turn plays an important role in avoidance behaviors [34] . A functional change in the limbic system can induce not only learning deficits but also emotional disturbances, and 2,3,7,8-TCDD may therefore affect both the emotional development and cognitive development of the human infant. A well-designed epidemiological study to investigate cognitive and emotional development is necessary in the future to clarify the effects of 2,3,7,8-TCDD on brain development in human infants.
